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• ~f*f-# (Pseudomonas putida) , Z/zl — K^^X * ^JV^J^ (Pseudomonas 
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m. ^7 3-8 51 (Hg*tJ5 8 ) „ 

^ft^ftMTF-t&il, P-HftlTRP4, RP1, RK2, P-2f¥£b 
TpMGl, P-3itLTpMG7, P-4^tURSFl 0 1 0, Rib 
6 7 9. Rl 162, P-5gtbtRmsl63, P-6^ltRmsl4 
9. P- 7ffi£ LTR s m 1 4 8. P-8gi:LTFP2, P-9tfclTR2 
, P-lOpiUpSR, P- 1 IffitL ITRP 1 - 1, p S a*mvfZ>Z.£. 
JtsHtf>?l5>P- lig^ P-3^. P-4?¥> P- 6|¥©^^^^ 
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_tfE^X^ F©e>l3. P- ISMr&P- 1 lgmP-4ig¥&|&v%T. £TiT 
Zf^*^ F£fflV^^£:;tfiI2: lA^ L/^b^^e>> ThomasP>« % J. Bacterid . 
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,141,213(1980){C^3V\T P - 1 S^CM^ £ ^ FRK2 i(J >-^7X^ K 

P RK2 9 O&fNKbfctf, Ftt&B«^fcgtB<S:*c$cbTv>Sz: 

JtSaP-4^<Z)^^X^ KRSF10 10, R 1 b 6 7 9, R 
116 2, H^^fO-^^tCMfS^lg^^^^-pT S 1137^pRK290 
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^*-pTS113 7ft*©pTM33^tf6itM5. * fc, Mol.Gen. 
Genet., 206, 161 (1987) &CfB^£ *lT 1^-5 R S F 1 0 1 0 1 &3fe<Z> p E D 4 O 1 
, PED4 03. pED4 0 5, pED4 0 7, pED4 0 9, pED412, 
PED3 59, pEDHU pED142, pED144, PED145, p 
E D 1 4 6^>, Gene, 113, 101 (1992) IC|E«£ *lT V>£ R S F 1 0 1 0 gJ5fc© R S 
F1O10A18, RSF1010A13, RSF1010A20, RSF10 
1 0 A 2 0 1 bV*. 
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m©iR3t«s:5^raiB»u *<Dwmm&& & i a-ra&fc y ©iR^aaEft&as^ 

gfc&ara-rs. _bsa^#-ei^raici/2 ^mo 1 ©^^•nf^sr^-rs 
m& (u) £-t<5„ 
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j£ti^^^-pTS 113 1 <D#k&&&&&&3k& : ?'&mo b £^&|$t/i 
£BamHI, E c o R I ttlft, M D$0PS^*-eTObfcpBluescript SK(- 
) fcj*JB U pTSEBSiL 
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ga#i##i mm.) jgLxmrn^z mm) K.m°?&$tz:&mmm*m 

_hfE'7 f :7^f V— V\ Transformer site directed mutagenesis kit 
yrvtftm) fcfUffiLT, mobCtoriTm2 5 8 bp$:^St5 
dillClJ:*; pTSEB 2&#£= JglC pTSEB2BstZ17 IT'W 
, Mung Bean Nuclease, Exonuc 1 ease 1 1 1 7? ftiHfc; L , Klenow Fragment"?: L T 
pTSEB155ffc„ pTSEB15ttBamHI, EcoRItDISilf;t 
, HC<BamHL E c oRI HiltpTS 1 1 3 7 pTM3 
3^:#fe (HI) . 
[0 0 3 3] 

p TM3 3 T'^Iti^tlfcXi/i'JklT • nyjM109i, :nS/;t U t7 
■3UC6 0 0 (RK2) Xi/iiJt? -3UXL2-Blue MR F ' 

ffiZ^ti^etix h uzfh^4i/y 1 0 0 n g/m 1 £^tfL 

>f 1 0 ytt g/m 1 £^tf L BSgflsigife, 9 U =y A 7 x-3 -71/ 2 0 >tt g/m 
1 £-3-t?LB?££Mgife&C=ffiBb, ^tl^tlS 0*C, 3 71C, 3 7TCtOD6 6 0 

#i~2tcfc§;§;-£3g£:e>Jg*b£o 

-hnt;vn-x7>r;i/^- (jKTit-f xo. 4 5 ^ m) J^cjftffi-rs,, r©^ 
m£ft«&^*fev*LB***s«K:*iir, 3 3T;{CT4 H^|m^>: 3 f 
:l'<-hL;feo ^e©^, ;i/#-_h©«flt£ 2ml (bWM\^tc.^M J kM^\ZX 
#3RU * D5A7i-3-^ (Cam: 20/ig/ml) 5:^tfLB*^i 
, S.t>^n^A7x-=i-;i/ (20jug/ml) fcxM/7"b7>fi/> (Sm: 
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-hlBOM^J: pTM3 3 CD^^^M©^1± 2 X 100/275X1 
0 5 =7. 3Xl0~ 6 £&o£„ Z.<bm%mmz.mM\^tz.V TM1 1 3 7©2. 
5X1 0~ 2 J: »m£2MC<B<, ^fK^-BaSIBttJf £/vE&&Lt£^t:mz-*>fr 

fee 
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T>>* Wt^ • ^37tf>f #;*NCIMB11517fi5fc©PQQ£*i^T-i£ 
htS^l/n-Xrb: Fn^-if*-g^$r=i- Kt5^^^-pGLD 5<]; l J 
GDHlCT^^BamHI, X h o ITf^J ffl U iIHl«LfcpT 
M33®BamHI, XhoI^CfAU pGLD65:||fc„ 
[0 0 3 7] 

3/ a.— • ^#*TN1126$c£L B Gigifi (LB§i+0. 3%^U-feQ 

T-3 01C, 1 6HtM8fJ&3lU aS^^H (1 2 0 0 0 rpm, 1 0#P8) \Z 
<fc yBft&EJRUT, Ktt#lC*#l/fc3 0 OmMi/a-^D-^^tf 5mM 
K-U>ifc««* (pH7. 0) 8ml£#IJx.. B#£?l?®L£o 
(1 2 0 0 0 r pnu 1 0#|ffl) JC J: »J SttSrHlKU d©SttK:2K#Lfc 
3 0 OmMi/a-^D-^^ 5 mM K-'J>iif|g (pH7. 0) 0. 
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^te«4*^#^*lfe^K«t!lfrS:Terrfic broth5 0ml (1. 2%/K';^^ 
h>, 2. 4%ifx^rX, 0. 4%NaCK 1 7 mM KH 2 P0 4 . 7 2m 
M K 2 HP0 4 , pH7. 0) T'3 0t, 2 4 B$fflgftt U ( 1 2 , 0 

OOrpm, 3^m) fC<fc U SI#«:iajRL/fc. lmM©CaCl 2 ^ 
^5 0mM PIPES-NaOHUI (pH7. 5) iZUM^ jSWiStC 
i'JiftWLfc. (1 2 0 0 0 rpm, 5 #13) tC<totIM§ 
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[0 0 3 9] 
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GCGCCTTGTT TCGTTCTTGC GCTCTCCGAG GGCCATTGCA TGGAGCCG 48 
[0 0 4 2] 
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mn<D^ : 4 8 

: ISSfc 

CGGCTCCATG CAATGGCCCT CGGAGAGCGC AAGAACGAAA CAAGGCGC 48 
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pTS1137J:U pTM3 3 0D#^X^r- A 
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